munolabeling. Therefore, after trying a variety of methods, we found that those mentioned above gave the best results. Previously, we compared the results of cryofixation using either metal contact-freezing or plunging into liquid propane, and concluded that the liquid propane method was superior for skin tissue, which is structurally very different from liverthe tissue studied by Usuda et al. We think that this may account for the difference in results obtained using these two main forms of cryofixation.
We found considerable variability of ultrastructural preservation among different blocks, which we attributed to the problems of rapidly freezing a complex tissue such as skin. Whereas Usuda et al. used Lowicryl K4M at -20*C, we adopted even lower temperatures ( -80'C to -60'C) for freeze-substitution and embedding in Lowicryl K11M on the basis that improved structural and antigenic preservation can be obtained under these conditions (4). We have since used these methods for immunogold studies on other intra-and extracellular skin antigens (manuscript in preparation), and have found them to yield consistently good results in terms of ultrastructural preservation and quality of immunolabeling.
